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Supplementary Materials and Methods
C. elegans strains -Worms were grown at 20°C under standard conditions [1] . The N2 Bristol strain was used as wild-type. cdc-48.1(tm544) and cdc-48.2(tm659) strains were provided by Dr. S. Mitani (Tokyo Women's Medical University). The transgenic strain BC14636 (dpy-5(e907); sIs13872 pCeh361] ) was obtained from the British Columbia C. elegans Gene Expression Consortium and is described elsewhere [2] . The strains EM1 (dpy-5(e907); cdc-48.1(tm544); sIs13872) and EM2 (dpy-5(e907); cdc-48.2(tm659); sIs13872) were generated by crossing and the presence of the mutation verified using PCR.
Human cell lines, transfection and antibodies -Human HuH7 cells were cultured in complete Dulbecco's modified Eagles's medium containing 10% fetal bovine serum and antibiotics. HuH7 cells constitutively expressing a FLAG tagged reptin and HuH7 cells expressing a doxicyclin-inducible small hairpin RNA against Reptin were described previously [3] . Mouse antibodies recognizing Reptin or Pontin and rabbit antibodies recognizing Reptin were purchased from Abcam (Cambridge, MA, USA), and mouse antibodies recognizing the FLAG tag (M2 clone) were purchased from Sigma (StLouis, MO, USA). Anti Ubiquitin antibodies were from Santa Cruz Biotechnologies (SantaCruz, CA, USA). Anti-XBP1s were previously described [4] . ERSE::Tomato construct was kindly provided by E Snapp (Albert Einstein College of Medicine, NY, USA). Immunoprecipitations and Western blot analysis were performed as described previously [3, 5, 6] . DBeQ was kindly provided by Dr F Schoenen (MLPCN, KS, USA).
ER stress induction -For experiments carried out on solid medium, tunicamycin (TM, Calbiochem (EMD Biosciences Inc., Darmstadt, Germany) was added to NGM at a final concentration of 5 µg/ml before pouring plates. L4 synchronized worms were transferred to TM plates for 16 hours. For experiments in liquid culture, animals were exposed to media containing 0.5 µg/ml TM for 16 hours, unless specified otherwise. Dimethyl sulfoxide (DMSO) was used as control. Mammalian cells were treated with tunicamycin (5 µg/ml) or thapsigargin (0.5 nM) for various amounts of time as previously described [6, 7] .
Sample preparation for mass spectrometry -BC14636 and EM2 synchronized young adult worms (48h after L1) were grown on OP50-seeded NGM plates and exposed to tunicamycin (5 ⎧g/ml) for 16h before being collected with S-basal, treated 1h with NaCl 0.1M at 20°C and frozen. Three independent pools for each condition have been used. Worms were thawed, resuspended into the lysis buffer (7M urea, 2M thiourea, 4% CHAPS, 1M Tris-HCl pH8. RNAi treatment -For low throughput experiments, L1 synchronized larvae were fed with RNAi-expressing bacteria grown on NGM plates containing 1mM IPTG and 50 µg/ml ampicillin, or in liquid culture using S-Medium plus 1mM IPTG and 50 µg/ml ampicillin for 2 days before being exposed to tunicamycin. The L4440 empty vector and gfp RNAi were used as controls. was set at P value < 0.05. All statistical analyses were performed using GraphPad Prism (version 6) statistical software (GraphPad Software; San Diego, CA).
Fluorescence microscopy -Live worms were immobilized in 10 mM sodium azide and observed on a Zeiss Axio Imager Z1 microscope, using a 10x objective. Images were treated using ImageJ [8] .
Quantitative RT-PCR -Total RNA extraction and cDNA reverse transcription were performed as previously described [9] .
Data representation -RNAi screen data and proteomics data were analyzed using the Panther software suite [10, 11] and the String program [12] [13] [14] . . P values were calculated using multiple t-test corrected using the Holm-Sidak method. *P < 0.05. (B) HuH7 cells were transfected with a siRNA to p97/CDC-48 or a siRNA control and 48h after transfection treated either tunicamycin (2 ⎧g/ml; T) for 4 hours.
XBP-1 mRNA splicing was determined by RT-PCR.
